The Dlk1-Dio3 imprinted domain functions in embryonic development but the roles of noncoding RNAs expressed from this domain remain unclear. We addressed this question by generating transgenic (TG) mice harbouring a BAC carrying IG-DMR (intergenic-differentially methylated region), Gtl2-DMR, Gtl2, Rtl1/Rtl1as, and part of Rian. High postnatal lethality (>85%) of the BAC-TG pups was observed in the maternally transmitted individuals (MAT-TG), but not following paternal transmission (PAT-TG). The DNA methylation status of IG-DMR and Gtl2-DMR in the BAC-allele was paternally imprinted similar to the genomic allele. The mRNA-Seq and miRNA-Seq analysis revealed marked expression changes in the MAT-TG, with 1,500 upregulated and 2,131 downregulated genes. The long noncoding RNAs and 12 miRNAs containing the BAC locus were markedly enhanced in the MAT-TG. We identified the 24 target genes of the overexpressed miRNAs and confirmed the downregulation in the MAT-TG. Notably, overexpression of mir770, mir493, and mir665 from Gtl2 in the MAT-TG embryos led to decreased expression of the 3 target genes, Col5a1, Pcgf2, and Clip2. Our results suggest that decreased expression of the 3 target genes concomitant with overexpression of the miRNAs within Gtl2 may be involved in the postnatal death in the MAT-TG. Because this imprinted domain is well conserved between mice and humans, the results of genetic and molecular analysis in mice hold important implications for related human disorders such as Temple syndrome.
Introduction
The genes that are classified as imprinted genes in mammals exhibit a unique, parental-origin-specific expression pattern. Imprinted genes play a crucial role in embryonic and extraembryonic differentiation and development (1) (2) (3) , as well as in a variety of diseases after birth, a process governed by complex epigenetic mechanisms (4) . The Dlk1-Dio3 imprinted region contains the coding paternally expressed genes, Dlk1 (mouse delta-like homolog 1), Rtl1 (retrotransposon-like 1) and Dio3 (type III † Present address: Department of Genetics, University of Cambridge, Downing Street, Cambridge CB2 3EH, UK. This is an Open Access article distributed under the terms of the Creative Commons Attribution Non-Commercial License (http://creativecommons.org/ licenses/by-nc/4.0/), which permits non-commercial re-use, distribution, and reproduction in any medium, provided the original work is properly cited. For commercial re-use, please contact journals.permissions@oup.com iodothyronine deiodinase) as well as the noncoding maternally expressed genes Gtl2 (Meg3, maternally expressed 3), Rtl1as (retrotransposon-like 1 antisense), Rian (RNA imprinted and accumulated in nucleus) and Mirg (microRNA (miRNA) containing gene) (5) (6) (7) (8) (9) . Notably, several microRNAs (miRNAs) and small nucleolar RNAs (snoRNAs) are also derived from the maternally expressed noncoding RNAs, Rtl1as, Rian, and Mirg. The expression of this imprinted gene cluster is controlled by three differentially methylated regions (DMRs): the intergenic DMR (IG-DMR), Gtl2-DMR, and Dlk1-DMR (10, 11) . Of these, IG-DMR, which is methylated solely in the paternal allele and located at downstream of Dlk1, is recognised as a major regulatory element.
The 1-Mb Dlk1-Dio3 is located on mouse distal chromosome 12 and human chromosome 14q32.2. Both maternal and paternal uniparental disomy 12 mice are embryonic lethal because of dysregulation of maternally and paternally expressed imprinted genes in the domain. In humans, uniparental disomy of maternal chromosome 14 results in Temple syndrome, which presents symptoms such as low birth weight, mytonic depression, and precocious puberty (12, 13) , whereas paternal uniparental disomy 14 leads to Kagami-Ogata syndrome, which shows a unique phenotype characterized by a bell-shaped small rib cage and abdominal-wall abnormalities. The imprinted domain is well conserved between mice and humans; therefore, the results of genetic and molecular analysis in mice hold important implications for the related human disorders.
Gene-deletion studies in mice have demonstrated absence of expression of imprinted gene in the Dlk1-Dio3 domain causes pre-and postnatal developmental defects. Paternal deletion of either Dlk1 or Rtl1 results in several developmental disorders, such as obesity, blepharophimosis, skeletal dysplasia, elevation of serum lipid metabolites, and placental hypoplasia, and a considerably high rate of lethality is observed in both cases (14, 15) . Notably, Rtl1 expression level is controlled by an RNAi mechanism mediated by Rtl1as, which encodes at least 7 miRNA (16). Dio3 is known to be involved in the regulation of thyroid hormone levels in serum (17) . Moreover, Gtl2 was found to result in a developmental disorder featuring a unique inheritance mode. Specifically, when the deletion was inherited from the mother, the pups exhibited a normal phenotype at birth, but they all died within 4 weeks after birth, probably due to severely hypoplastic pulmonary alveoli and hepatocellular necrosis. Conversely, paternal deletion resulted in postnatal lethality in 75% of the pups and severe growth retardation in the survivors. More importantly, the homozygous mutants were normally born and developed into fertile adults. Thus, Gtl2 itself is not the causative gene for the observed abnormalities (18) .
It is known that some imprinted genes are dosage sensitive and therefore two-fold increase in expression resulting from biallelic expression is likely to disturb normal development. For instance, a double dose of Dlk1 causes enhanced embryonic growth and partial postnatal lethality (19) . In this study, to ask whether overdose of maternally expressed noncoding RNAs affects normal development, we generated TG mice harbouring a 147-kb bacterial artificial chromosome (BAC) clone (Vector pBACe3.6, C3H genomic library) carrying IG-DMR, Gtl2-DMR, Gtl2, Rtl1as/Rtl1, and part of Rian. The BAC fragment encodes 19 miRNAs, of which 9, 6 and 4 are expressed from Gtl2, Rtl1as and Rian, respectively. We found that 85% of the MAT-TG embryos (maternally transmitted BAC) exhibited postnatal lethality in a breeding test whereas no phenotypic disorder was detected in the PAT-TG embryos (paternally transmitted BAC). By using the bisulphite-sequencing method, we examined the methylation state of the inducing BAC allele and we performed global transcriptome analysis of mRNAs and miRNAs. Our results showed that the BAC contains a unit necessary for establishing a parental-allele-specific methylation imprint. The results also suggest that overexpression of the noncoding miRNAs, especially miRNAs, from the maternally transmitted BAC sequence are involved in postnatal lethality.
Results

Mode of phenotypic inheritance
To enhance our understanding of the functional effects of noncoding RNAs expressed from the Gtl2-Rian imprinted region on parental-origin-dependent phenotype, we generated BAC-TG mice harbouring a 147 kb DNA fragment extending from IG-DMR to the first half of Rian, which was derived from a C3H strain mouse (Fig. 1) . Southern hybridisation and fluorescence in situ hybridization (FISH) analyses revealed that the mutant mice were harbored 3 copies of the BAC-clones, which were inserted in tandem at the 2E1 region of chromosome 2 (Supplementary Material, Fig. S1A and B) .
Notably, in mating tests the BAC-TG mice exhibited parental-origin-dependent developmental phenotypes (Fig. 2) . The heterozygous mutant mice that inherited the BAC-clone from the mother (MAT-TG mutants) were born in the expected Mendelian ratio (number of mice, mutant: WT ¼ 48:42). However, the mutant pups were significantly lighter than their WT littermates (1.11 vs 1.31 g, P< 0.01) and 87.5% of them died within 1 week, although they presented no morphological abnormality. The survivors grew to adulthood and exhibited regular reproductive capability. In contrast, the mutants that inherited the BAC-clone from the father (PAT-TG mutants, n ¼ 38) showed no abnormality at birth and grew similarly as their WT littermates (n ¼ 36). Thus, the mutants exhibited parental-origin-dependent developmental phenotypes, which suggest that the BAC-clone allele in the mutants is imprinted similarly as in WT. Histological analyses showed alveolar, hepatic lobule and spleen white-pulp hypoplasia in MAT-TG (Supplementary Material, Fig. S2 ).
Methylation status of the BAC-clone allele
Next, to examine the DNA methylation status of imprintregulatory CpG islands of the BAC-clone derived from the C3H strain mouse genome, we performed bisulphite sequencing ( Fig.  3A and B) . The mutant allele was distinguished from the genomic allele (B6) by single nucleotide polymorphisms (SNPs) specific to the C3H strain mouse genome: rs47249656 C > T mutation at IG-DMR and rs239260883 G > T mutation at Gtl2-DMR. The IG-DMR and Gtl2-DMR in the BAC-clone allele were hypermethylated, 94.5 and 98.7%, respectively, in the PAT-TG at embryonic day (E) 9.5. In contrast, these DMRs were hypomethylated, 6.1 and 7.0%, in MAT-TG. The hypermethylation status in PAT-TG and hypomethylation status in the MAT-TG at IG-DMR were maintained at E15.5 in the brain (98.6 vs. 25.7%), lung (96.6 vs. 19.5%), and heart (92.5 vs. 17.4%). The DNA methylation levels of endogenous IG-DMR and Gtl2-DMR, which were detected as mean levels of paternal (hypermethylated) and maternal (hypomethylated) alleles, were at the theoretical level of almost 50%. These results revealed that the DMRs of the BACclone in the mutants were imprinted as well as those of the endogenous alleles. Therefore, we conclude that the imprinted genes from the BAC-clone allele were being expressed in a parental-origin-dependent manner and that this affected the developmental phenotypes of the mutants.
Gene expression profiling
To gain the further insight into the parental origin-dependent developmental phenotypes of the mutants, we performed of mRNA-Seq and miRNA-Seq analyses by using a next-generation sequencer.
mRNA transcriptome. The transcriptome data of E11.5 mutant foetuses (MAT-TG: n ¼ 5, PAT-TG: n ¼ 4) were obtained and our RNA-Seq analysis yielded 16.3-21.1 million unique aligned reads (Supplementary Material, Table S1 ). Assignment to the mouse GRCm38/mm10 reference genome showed that nearly 83-87% of the transcripts encoded proteins, with noncoding genes each accounting for 10-13% of the genes in all profiles ( We also analysed genes whose expression was found to be significantly changed in the mutants according to a statistical significance as determined using a moderated t-test with a Benjamini-Hochberg false-discovery rate of <0.05. Notably, an overwhelmingly large number of genes showed downregulation, especially in the MAT-TG, wherein 1,500 and 2,131 were upregulated and downregulated, respectively; in the PAT-TG the numbers were 900 and 1,517 (Fig. 4B ). Of these, 804 and 869 genes were specifically downregulated and upregulated, respectively ( Fig.  4C ), demonstrating that a considerable number of genes were commonly changed in MAT-TG and PAT-TG. The top 20 genes upregulated and downregulated in MAT-TG are shown in Figure  4D . Among the downregulated genes, suppressor of cytokine signalling 1 (Socs1) (20) and nuclear factor I/X (Nfix) (21) have been reported to be associated with perinatal lethality.
To gain insight into the biological functions of the screened genes, we performed GeneOntology (GO) analysis and pathway analysis using genes specifically changed in the MAT-TG and found that the GO terms related to 'cell cycle/division' and 'transcription' were highly enriched (Supplementary Material, Table  S2 ). Furthermore, pathway analysis using the Kyoto Encyclopedia of Genes and Genomes (KEGG) suggested that the genes changed in the MAT-TG were involved in the following pathways: 'Tight junction', 'Pathways in cancer', 'Focal adhesion', 'Nucleotide excision repair', 'RNA degradation', 'DNA replication', and 'Pyruvate metabolism' (Supplementary Material, Table S2 ).
Genes of the Dlk1-Dio3 imprinted cluster were expressed in a parental-origin-dependent manner (Fig. 5A ). In the MAT-TG, Gtl2, Rtl1/Rtl1as and Rian, were expressed at significantly higher levels than in WT. This tendency was observed in the PAT-TG but the changes were limited, suggesting a leak of these genes from paternally transmitted BAC alleles. Notably, the expression of Dlk1 and Mirg, which were not included in the BAC-clone, was significantly lower in the MAT-TG and PAT-TG mutants than in WT. In the case of Rlt1 and Rtl1as, the expression of these genes could not be detected separately because they are expressed in the reverse direction from the same domain. Thus, we used specific primers and performed quantitative real-time reverse transcription polymerase chain reaction (RT-qPCR) to separately detect the expression levels of Rtl1 and Rtl1as, in which mir127 expression was regarded as Rtl1as expression (22) (Fig. 5B) . In the MAT-TG Rtl1 and Rtl1as expression showed a drastic inverse correlation, with the levels being 0.4 and 6.0 times than in controls, respectively. In contrast, in the PAT-TG mutants, both genes showed 3-fold higher expression than in controls. This finding indicates that Rtl1as expression was related to the methylation imprint status of the BAC-clone allele.
Furthermore, among the downregulated genes in the MAT-TG, 24 represented the targets of miRNAs generated from the BAC-clone locus (Fig. 4D) . The relevance of this observation will be further supported by miRNA transcriptome results described in the next section.
miRNA transcriptome. The miRNA transcriptome data of E11.5 mutant foetuses (MAT-TG: n ¼ 3, PAT-TG: n ¼ 3) were obtained. Our miRNA-Seq analysis yielded 4.3-6.8 million unique aligned reads (Supplementary Material, Table S3 ). The results of the mRNA-Seq transcriptome analysis demonstrated that expression of the 3 noncoding genes in the BAC-clone, Gtl2, Rtl1as, and Rian, was markedly altered (Fig. 5 ). This suggested that the expression of miRNAs from the 3 noncoding imprinted transcripts would also be substantially changed and that this would affect the MAT-TG phenotype through mRNA degradation and the translational repression of the target mRNAs. Therefore, we performed miRNA-Seq analysis to elucidate the molecular mechanism underlying the mutant phenotypes.
Of the 1,638 miRNAs identified in mice to date (database miRBase21), 451 miRNAs were detected in any samples and 440, 431, and 412 were detected in the MAT-TG, PAT-TG, and WT, respectively. The miRNAs that were expressed in each group are shown in Figure 6A and Supplementary Material, Table S5 . The top 20 miRNAs of each group accounted for >60% of the total reads, and the 3 miRNAs showing highest expression levels, mir10b, mir10a and mir92-1, were common to all three groups and accounted for almost 30% of the total miRNA reads. Here, we focused on the 19 miRNAs, of which 5, 5, and 2 miRNAs, derived from Gtl2, Rtl1as, and Rian, respectively, were expressed at significantly higher levels in the MAT-TG than in PAT-TG and WT (Fig. 6B) , while the expression of 7 other miRNAs was not detected. We speculated that the increased expression of the miRNAs in the MAT-TG, which would be caused by their expression from the BAC-clone allele, might be involved in the observed postnatal lethality. Thus, we checked for the target mRNAs of the miRNAs by using miRDB, which suggested 507 genes as the targets (Supplementary Material, Table S5 ). Furthermore, to identify genes that were downregulated by the overexpressed miRNAs from the BAC-clone in the MAT-TG, we performed a comparative analysis with the mRNA-Seq datasets. The results identified 24 genes with expression that was specifically decreased in the MAT-TG, as the targets of the miRNAs expressed from the BAC-clone (Fig. 6C) . Thus, we obtained information on the mice in which these genes had been knocked out. We found that 9 of the 24 genes had been shown to be involved in specific abnormalities (Fig.  6C) and that the knockout of 3 genes, Col5a1, Pcgf2 and Clip2, the targets of mir770, mir493, and mir665, respectively, was reported to result in prenatal and postnatal growth retardation and/or lethality similar to that observed in the MAT-TG in the current study. Therefore, these genes, acting alone or synergistically, might be responsible for the unique phenotype of the MAT-TG mice.
Gene network analysis
To understand the possibility that the repression effect of miRNAs on particular genes (Fig. 4C , n ¼ 804) affects further biological defects in the MAT-TG, we performed a network analysis using the Ingenuity Pathway Analysis (IPA) tool. Consequently, a large gene network, which consists of important biological functions, was constructed (Supplementary Material, Fig. S4 ). This suggests that dysfunction of the network leads to severe defects including lethality at high significance scores (Supplementary Material, Table S7 ). Notably, 10 of 24 downregulated target genes, which were targets of miRNA generated from Gtl2 are included in the network. Of these, Col5a1, Pcgf2, and Clip2 have been reported to cause lethality in null mutants.
Discussion
The Dlk1-Dio3 imprinted locus is recognised as playing a critical role in embryonic and postnatal development. Maternal and paternal uniparental disomy, epimutation and deletion in this region causes Temple syndrome or Kagami-Ogata syndrome in humans (13, 23) and in mice (24) . Of particular interest is the function of the miRNA cluster at this locus that is expressed by the maternal allele. A wide range of effects including characteristic functions of miRNAs have been identified by performing in silico analyses, some of which have been demonstrated in vivo and in vitro (25) (26) (27) (28) (29) . Therefore, we supposed that noncoding RNAs expressed from the imprinting locus, especially miRNAs, could represent the primary cause of the BAC-TG phenotypes observed in this study. To verify our hypothesis, we first examined whether the IG-DMR and Gtl2-DMR of the BAC-clone allele was imprinted in the BAC-TG mice. Bisulphite sequence analysis of the IG-DMR and Gtl2-DMR demonstrated that the 147-kb BAC clone that contained IG-DMR, Gtl2, Rtl1 and the first half part of Rian, fully functioned as a unit of genomic domain for acquiring a paternal methylation imprint. This indicated that the noncoding RNAs were expressed from the BAC derived sequence when the inserted allele was transmitted maternally. From these observations it is suggested that overexpression of noncoding RNAs in the MAT-TG mice may be involved in the parental-origin-dependent postnatal lethality, as the majority of the MAT-TG mice had died within 1 week. A critical aim of this study was to ascertain whether overexpression of miRNAs from the Gtl2-Rian domain led to the severe developmental failure in the MAT-TG mice. Therefore, we conducted transcriptome analyses for mRNAs and miRNAs, and then performed in silico analysis to identify potential causative miRNAs and their target genes.
Our results demonstrated that the miRNAs markedly induced downregulation of the target genes, and further suggested that the altered expression of the target genes would cause postnatal lethality in the MAT-TG. Focusing on the BAC clone allele, it was found that of 19 miRNA-Sequences encoded by the BAC allele, 12 were expressed in the MAT-TG foetuses at 2-5-fold higher levels than in controls. However, because the causative candidate miRNAs remained elusive, it was necessary to further narrow the possibilities. The miRNAs expressed from Rtl1as are likely to perform important functions. The miRNAs processed from Rtl1as degrade Rtl1 via RNAi mechanism and therefore deletion of Rtl1as and mir127 resulted in Rtl1 overexpression (22) . In contrast, overexpression of these miRNAs enhanced degradation of Rtl1, and indeed Rtl1 expression was significantly decreased in the MAT-TG mutants. We cannot rule out the possibility that the decreased Rtl1 expression affects developmental defects in the MAT-TG mutants. However, MAT-TG was apparently in discord with Rtl1-KO embryos. The Rtl1-KO embryos exhibited late-fetal or neonatal lethality due to severe defects of placentation (15, 30) . On the other hand, MAT-TG pups were born at the theoretical ratio and died within a week after birth. From the clear differences between them, we hypothesized that miRNAs generated from the BAC locus, rather than the decreased expression of Rtl1, were more likely the cause of the MAT-TG lethality. Another paternally expressed gene Dlk1 was decreased in both the MAT-TG and PAT-TG. It might be caused by overexpression of mir127, which targets Dlk1 and was upregulated in the both mutants. Apparently, the decreased Dlk1 expression is not a cause of the phenotype of the MAT-TG because the PAT-TG mutants are viable. Mirg expression was slightly reduced in the MAT-TG mutants, suggesting that the endogenous noncoding RNAs in the domain was repressed to minimize excess expression of the noncoding RNAs from the BAC.
Currently, no direct evidence is available to indicate that miRNAs expressed from Gtl2 are involved in the postnatal death. However, several lines of evidence support the hypothesis that miRNAs expressed from Gtl2 are involved in this phenotype. First, our previous study demonstrated that when the Gtl2 deletion was maternally inherited, the hetero-mutants exhibited postnatal lethality, whereas the Gtl2 homo-mutants were normal and survived similar to WT (18) . These findings indicate that whereas the deleted Gtl2 region itself is not the cause of the postnatal death, the miRNAs transcribed from the downstream of Gtl2 may represent the potential cause. In this case, the depletion of these miRNAs could lead to postnatal death. Furthermore, the in silico analysis in the current study yielded the key result that postnatal lethality and embryonic growth retardation could involve genes targeted by those miRNAs expressed from Gtl2 whose levels were elevated 3.5-4.5-fold relative to controls. As the most influential miRNAs, we identified mir770, mir665, and mir493, because deletion of their target genes, Col5a1, Clip2, and Pcgf2 has been demonstrated previously to result in severe defects, such as growth retardation and postnatal lethality (31) (32) (33) . However, the phenotype of the MAT-TG does not necessarily coincide perfectly with these findings. Thus, further study is required to understand the mechanism of the lethality.
Gene network analysis provided further evidence that supports our idea that the miRNAs from Gtl2 are responsible for the MAT-TG lethality. Consequently, the large gene network, which was constructed by downregulated genes in the MAT-TG suggests that dysfunction of the network is involved in the lethality. Notably, 9 of 24 down regulated target genes were targets of miRNAs generated from Gtl2 and Rtl1, and included in the network. Therefore, these genes, functioning alone or synergistically, might be responsible for the unique lethality of the MAT-TG (Fig. 6 ), although this intriguing possibility remains to be verified experimentally.
The results of the present study also suggest that miRNAs expressed from the Gtl2 domain in humans are involved in specific diseases. Of the 19 miRNAs that were expressed from the BAC-TG allele in mutant mice, 10 are encoded within the human Gtl2 domain. These 10 miRNAs target 427 genes of which 128 (9 common with mouse) are involved in 67 human diseases (Supplementary Material, Table. S6). For example, mutation of CNTN1 and SCNN1B, which are targets of mir493 and mir665 generated from GTL2, leads to a phenotype similar to Temple syndrome (34, 35) . Temple syndrome itself is caused by a disorder of imprinting with the patients exhibiting low birth weight, hypotonia, and short stature. However, to date, no direct evidence has been obtained indicating that the miRNAs expressed from this imprinted locus play a role in specific diseases by regulating the expression of their target genes, a crucial and highly intriguing matter for which clarification is awaited. Overall, the issues shown by the gene network analysis in this study may constitute a representative case, whereby downregulation of gene expressions via the enhanced expression of miRNAs causes a pivotal effect beyond that expected. 
Materials and Methods
Ethics statement
All animal procedures were in accordance with the guidelines of the Science Council of Japan, and the experiments were approved by the Institutional Animal Care and Use Committee of the Tokyo University of Agriculture.
Generation of BAC-TG mice
BAC-TG mice harbouring a 147-kb BAC (Vector pBACe3.6; 11490 bp, C3H genomic library), carrying IG-DMR, Gtl2, Rtl1, and the first half part of Rian, were generated through microinjection into the pronucleus of B6D2F1 mice. The vector used was linearised by digesting with Not I (Takara Bio, Tokyo, Japan). The MAT-TG and PAT-TG mice were generated through reciprocal mating between the WT (BDF1) and male and female heterozygous BAC-TG mice. The heterozygous BAC-TG line could be maintained only when the transgene was of paternal origin because most of the MAT-TG mice were not viable.
The mutants were genotyped by PCR-amplification with primers specific for the T7 sequence: 5'-TAATACGACTCACTAT AGGG-3' and 5'-CCTGGAGCCTAGCACATTCT-3'. The BAC-TG mice in this study were used for analysis after three generations.
Southern blotting
The copy number of the inserted BAC clone in the BAC-TG mice was determined by performing Southern blotting. Genomic DNA, which was prepared from the lung, was treated with EcoRV (New England Biolabs Japan, Tokyo, Japan). The DNA was electrophoresed on 0.7% agarose gels and transferred onto GeneScreen Plus Hybridization Transfer Membranes (PerkinElmer, Waltham, MA, USA), and then blotted and detected using DIG-labelled DNA probes synthesised by using a DIG PCR Synthesis Kit (Roche Diagnostics Japan, Tokyo, Japan) in accordance with the manufacturer's protocol.
Fluorescence in situ hybridisation (FISH) mapping analysis
Chromosome preparations were obtained from splenic lymphocytes of the BAC-TG mice as described previously (36, 37) . The cultured cells were treated with BrdU during late S phase for differential replication banding. R-banded chromosomes were obtained by exposing the chromosome slide to UV light after staining with Hoechst 33258 (Sigma, St. Louis, MO, USA). FISH mapping was performed as described previously (37) . The BAC clone was labelled by using a nick-translation kit (Roche) with digoxigenin-11-dUTP (Roche) using a nick-translation kit (Roche), and the fluorescence signal was detected with rhodamine-conjugated anti-digoxigenin Fab fragments (Roche). FISH images were computed with a cooled CCD camera (Leica DFC360 FX, Leica Microsystems, Wetzlar, Germany) mounted on a Leica DMRA microscope and processed using the 550CW-QFISH application program (Leica Microsystem Imaging Solutions, Cambridge, UK).
DNA isolation and methylation analysis
Genomic DNA was isolated from whole embryos at E9.5 and from the heart, lungs, and brain at E15.5 of MAT-TG and PAT-TG mice by using the proteinase K/SDS and phenol-chloroform methods. The DNA (1 mg) was treated with sodium bisulphite by using the an EpiTect Bisulfite Kit (QIAGEN, Venlo, The Netherlands) as described previously (38) . The following sequencing primers were used for detecting the methylation status of 18 and 22 CpG sites within IG-DMR and Gtl2-DMR, respectively: IG-DMR: 5'-AGGGTATTATAGAGTAGGTTT-3' and 5'-CTACAATATAAATCAAATACCTTCAAC-3', and Gtl2-DMR: 5'-TATAAAATGGGGGGGGGGTATTTG-3' and 5'-CTAACCCACCCCC CACATCT-3'.
To purify the PCR products, the DNA fragments were separated electrophoretically on 2% agarose gels, and the bands were excised and purified using a Wizard SV gel and PCR CleanUp System (Promega, Madison, WL, USA). Purified DNA was cloned into the pGEM T-Easy Vector (Promega) and sequenced using an ABI PRISM 3130 Genetic Analyzer (Applied Biosystems Japan, Tokyo, Japan). Bisulphite-modification efficiency calculated as the fraction of modified cytosines in non-CpG sequences was exceeded 98%. Each experiment was performed using 3 biological replications. Data quality was evaluated using a quantification tool for methylation analysis and the data that showed >98% conversion rate of CT at CpH were used for further analysis. Homologous sequences were eliminated.
Quantitative real-time reverse transcription (RT)-PCR
Total RNA was isolated from E15.5 whole embryos and from placenta by using TRIzol reagent (Invitrogen, Carlsbad, CA, USA) with DNase (Promega) treatment, and the RNA was reversetranscribed by using SuperScript III (Life Technologies, Carlsbad, CA, USA) with random hexamers. Real-time PCR was performed using Lightcycler 480 SYBR Green I Master Mix (Roche) on a 7500 Fast Real-Time PCR System (Applied Biosystems). The relative expression level of each gene was normalised to Gapdh expression level and was analysed by means of relative quantification using the DDCt method.
Rtl1as expression
Rtl1as expression was detected as expression of mir127 by using TaqMan MicroRNA Assays (Applied Biosystems). The amount of miRNA in each sample was calibrated against the snoRNA202 expression level. This value was then used to calculate the D threshold cycle (CT) value for each miRNA (miRNA CT value À MBII-143 CT value). Fold-changes were calculated as follows: a unit increase in the CT value was equivalent to a 2-fold increase in expression (DDCT method).
mRNA-seq
Total RNA was isolated from E11.5 whole embryos by using TRIzol reagent with DNase treatment; 5 biological replicates were prepared for each sample. Total RNA (10 ng) samples were used for synthesising cDNA by using the SMARTer Ultra Low Input RNA for Illumina Sequencing -HV and Advantage 2 PCR Kit (Clontech, Mountain View, CA, USA) according to the manufacturer's instructions. Pre-amplified cDNA was fragmented into 200-bp fragments by using an S2 sonicator (Covaris, Woburn, MA, USA) and then used to construct sequencing libraries by using an NEBNext Ultra DNA Library Prep Kit (New England BioLabs, Ipswich, MA, USA). Indexed libraries were pooled (10 nM each), and sequenced using an Illumina HiSeq 2500 (single-end, 51-bp condition) (San Diego, CA, USA).
miRNA-seq data analysis and target-gene prediction
The sequencing libraries for miRNA-Seq were prepared using the TruSeq Small RNA Sample Preparation Kit (Illumina) according to manufacturer's instructions. Total RNA (1 mg) was ligated sequentially to 3' and 5' adaptors. Subsequently, the ligation product was reverse-transcribed and then PCR-amplified for 11 cycles to enrich the miRNAs harbouring adapter sequences on both ends. The amplified cDNA constructs were sizefractionated (145-160 bp) and purified using 6% Novex TBE PAGE gels (Invitrogen). The miRNA library was quantified using qPCR and the size distribution was validated on a 2100 Bioanalyzer (Agilent, Santa Clara, CA, USA) by a high-sensitivity DNA chip. All libraries were sequenced using an Illumina NextSeq 500 (single-end, 51-bp condition).
mRNA-seq and miRNA-seq alignments and statistical analysis Quality control of mRNA-Seq and miRNA-Seq raw sequencing reads was performed using the Cutadapt v1.11 and Fastq quality trimmers v0.0.13. Trimmed mRNA-Seq reads for each sample were aligned to the mouse genome (mm10, Genome Reference Consortium Mouse Build 38) using the Tophat v2.0.4 (39) . Aligned reads were subsequently assembled into transcripts guided by reference annotation (Ensemble gene set). Transcript expression was quantified in terms of reads per million mapped reads and normalised using the RPKM method with Cufflinks v2.0.1.
To identify significant differentially expressed genes between MAT-TG vs wild-type (WT), and PAT-TG vs WT, we used a Cufdiff v2.0.1 with Benjamini-Hochberg false-discovery rate of <0.05. Differentially expressed genes in MAT-TG were used for gene ontology (GO) analysis with the KEGG pathway (Release 81.0) in the DAVID web tool (http://david.abcc.ncifcrf.gov/) (40); a background of all mouse genes was applied. Biologicalprocess term groups with a significance of P < 0.01 (Fisher's exact test) were considered significant. The trimmed miRNA-Seq reads were mapped with Bowtie v0.12.8 against mouse genome mm10/GRCm38. Expression intensity was estimated using SeqMonk v0.330 as Read Per Million reads (RPM). We identified miRNA target genes using the miRNA database (miRDB), in which a miRDB target score м 90 was used.
Gene ontology gene-to-gene network analysis using Ingenuity Pathway Analysis (IPA) was also performed. IPA (ver. December 2016, www.ingenuity.com) was performed on MAT-TG specific differentially expressed mRNAs. Each gene identifier was mapped to its corresponding gene object in the Ingenuity Pathways Knowledge Base.
Data Availability
The mRNA-Seq and miRNA-Seq data from this study have been deposited in the DDBJ under the accession number DRA (DRA005596) in the registration process.
